






subsequently exploited for purification of the recombinant protein. This 
enabled the one-step purification of several proteins which are currently 
being scaled for structural analysis. Expressed proteins will be purified and 
transfered to the structural biology group for x-ray diffraction and NMR study. 

We have continued our efforts to understand the function of the novel 
DNA repair protein, RAD51B. RAD51B was initially identified in the I. M. A. 
G. E. collection. We have cloned, expressed, and purified recombinant 
RAD51B using baculovirus expression. RAD51B and RADSlC, another 
putative DNA repair protein, have been shown to interact by yeast two-hybrid 
analysis. Co-infection of recombinant RAD51B and RAD51C baculovirusus 
into Sf9 cells followed by immunoaffinity chromatography has demonstrated 
that these proteins form a true heterocomplex (Figure 1). Additional 
biochemical analysis has confirmed these results. Studies in the laboratory are 
aimed at understanding the role of the RAD51BRAD51C heterocomplex in 
homologous recombination and DNA repair. RAD51B and RAD51C have 
been shown by yeast two-hybrid analysis to coexist in a larger multi-protein 
complex with RAD51. RAD51 co-localizes with the tumor suppressor 
proteins, BRCAl and BRCA2, and has been implicated in breast 
carcinogenesis. The role for RAD51B within this larger complex and in these 
processes is currently being explored. Using real-time quantitative PCR 
techniques, known as Taqman Th’, initial studies have shown that RAD5ZB 
expression is down-regulated in a malignant breast cancer cell line. We aim to 
understand if there is decreased or loss of RADSIB expression in a variety of 
breast cancer cell lines to determine a possible biological role for RAD51B in 
breast cancer. 

Figure 1: Purification of a RAD51B-RAD51C complex after co-infection. 
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co-infected into Sfs insect cells with 
another recombinant baculovirus 
construct containing untagged 
RAD51C. The RADSlB-RAD51C 
protein complex was purified from 
the insect celly lysate by 
immunoaffinitv chromatography. 
RAD51C co-purified with RiD$lB- 

m RAw’c EE and was eluted from the Glu- 
Glu column by its interaction with 

the RAD51B-EE protein. Pane A: Coomaissie bluelstained gel of the 
purification of the RAD51B-RAD51C complex. Panel B: Western blot of the 
purification of the RAD51B-RAD51C complex incubated with the RAD51B 
affinity-purified polyclonal peptide antibody. Panel C: Western blot of the 
purification of the RAD51B-RAD51C complex incubated with the RAD51C 
polyclonal antibody, Cl. Lane 1: Molecular weight standards. Lanes 2-6: 
Peptide elution of the RAD51B-RAD51C complex. 
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